Methods
The mouse macrophage RAW 264.7 cell line (American Type Culture Collection, Manassas, VA, USA) was cultured in DMEM medium supplemented with 10% fetal bovine serum, 2 mM L-glutamine and 1% penicillin/streptomycin. Cell viability was assessed by measuring the mitochondrial-dependent reduction of MTT to formazan. After appropriate stimulation times, cells were incubated with MTT (200 µg/mL) for 60 min. The medium was then removed, and the cells were solubilized in DMSO (100 µL) in order to quantitate formazan production at 550 nm. Macrophages (4 × 10 bovine serum albumin in saline and centrifugation at 2,500 g for 10 min at 4 ºC, radioactivity was determined in supernatants by liquid scintillation counting.
